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ACCESSION NUMBER: 2 001:321425 91 BIOTECHNO 

TITLE: Competitive DNA hybridization in microtitre plates for 

chicken anaemia virus 
AUTHOR: Novak R. ; Ragland W.L. 

CORPORATE SOURCE: R. Novak, Division of Molecular Medicine, Institut 

Ruder Boskovic, Bijenicka 54, 10000 Zagreb, Croatia. 
E-mail : rnovakOrudjer . irb.hr 

SOURCE: Molecular and Cellular Probes, (2001), 15/1 (1-11), 21 

reference (s) 

CODEN: MCPRE6 ISSN: 0890-8508 
DOCUMENT TYPE: Journal; Article 

COUNTRY: United Kingdom 

LANGUAGE : Engl i sh 

SUMMARY LANGUAGE: English 
AN 2001:32142591 BIOTECHNO 

AB Unlabelled chicken anaemia virus (CAV) DNA probe, produced by PCR, was 
immobilized onto nitrocellulose discs that then were fitted into 
microtitre plate wells in order to develop a competitive, non-radioactive 
hybridization test for detection of CAV. The discs were hybridized with 
either DNA extracts of buffy coats or dilutions of CAV DNA (for standard 
curves) , followed by hybridization with biotin-labelled CAV DNA 
probe in excess of the immobilized, capture probe. Thus, CAV 
from sample DNA extracts and standard DNA preparations competed 
with the biotin-labelled CAV DNA probe for the 
immobilized, capture probe, decreasing subsequent colour 
development by an avidin-biotin-alkaline phosphatase detection system. 
Standard curves were log linear from 5-100 ng viral DNA with 
r . sup . 2>=0 . 91 . Tests were considered positive at 2 SD less than mean 
absorbence of samples from uninfected chickens, and ranged from 52 to 108 
uM viral DNA or 2 to 4 . 2 x 10 . sup . 1 . sup . 0 virions ug . sup . - . sup . 1 
buffy coat DNA. Blood samples from chickens infected and not infected 
with CAV at one day of age were tested for evidence of infection until 2 8 
days of age by viral isolation, competitive hybridization in microtitre 
plates, dot-blots, enzyme-linked immunosorbent assay (ELISA) , and in situ 
hybridization on blood smears. None of the tests was positive for 
uninfected chickens. Viral isolation from buffy coats, though expensive 
and lengthy, was the most sensitive method. It detected virus in buffy 
coat from each infected chicken, while competitive hybridization detected 
72% of infected chickens, in situ hybridization 69%, dot-blots 67%, and 
ELISA 36%. Sensitivity of competitive hybridization was 0.78, and its 
specificity was 1.00. Three chickens must be sampled from an infected 
flock for a 90% chance of detecting a positive chicken at the 0.025 



one -tailed level of significance, assuming 100% prevalence. .COPYRGT. 
2001 Academic Press. 
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1999:29314815 



1999 : 29314815 BIOTECHNO 

Ligation of FcyRII (CD3 2) pivotally regulates 
survival of human eosinophils 
Kim J.-T.; Schimming A.W.; Kita H. 

Dr. H. Kita, Department of Immunology, Mayo Clinic, 
Rochester, MN 55905, United States. 
E-mail : ki ta . hirohi to@mayo . edu 
Journal of Immunology, (01 APR 1999) , 162/7 
(4253-4259), 44 reference(s) 
CODEN: JOIMA3 ISSN: 0022-1767 
Journal; Article 
United States 
English 
English 
BIOTECHNO 

The low-affinity IgG Fc receptor, FcyRII (CD32) , mediates various 
effector functions of lymphoid and myeloid cells and is the major IgG Fc 
receptor expressed by human eosinophils. We investigated whether 
FcyRII regulates both cell survival and death of human eosinophils. 
When cultured in vitro without growth factors, most eosinophils undergo 
apoptosis within 96 h. Ligation of FcyRII by anti-CD32 mAb in 
solution inhibited eosinophil apoptosis and prolonged survival in the 
absence of growth factors. Cross- linking of human IgG bound to 
FcyRII by ant i- human IgG Ab or of unoccupied FcyRII by 
aggregated human IgG also prolonged eosinophil survival. The enhanced 
survival with anti-CD32 mAb was inhibited by anti -granulocyte- 
macrophage -CSF (GM-CSF) mAb, suggesting that autocrine production of 
GM-CSF by eosinophils mediated survival. In fact, mRNA for GM-CSF was 
detected in eosinophils cultured with anti-CD32 mAb. In contrast to mAb 
or ligands in solution, anti-CD32 mAb or human IgG, when immobilized onto 
tissue culture plates, facilitated eosinophil cell death even in the 
presence of IL-5. Cell death induced by these immobilized 
ligands was accompanied by DNA fragmentation and was 
inhibited when eosinophil p. sub. 2 integrin was blocked by 
anti-CD18 mAb, suggesting that p. sub. 2 integrins play a key role in 
initiating eosinophil apoptosis. Thus, FcyRII may pivotally 
regulate both survival and death of eosinophils, depending on the manner 
of receptor ligation and p. sub. 2 integrin involvement. Moreover, the 
FcyRII could provide a novel mechanism to control the number of 
eosinophils at inflammation sites in human diseases. 
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SOURCE : 



DOCUMENT TYPE: 
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LANGUAGE : 
SUMMARY LANGUAGE: 



BIOTECHNO COPYRIGHT 2005 Elsevier Science B.V. on STN 
1998 : 28261768 BIOTECHNO 

A f ibrinogen-binding protein of Staphylococcus 
epidermidis 

Nilsson M . / Frykberg L.; Flock J. -I.; Pei L. ; Lindberg 
M. ; Guss B. 

B. Guss, Department of Microbiology, Swedish Univ. of 
Agricult. Sciences, Box 7025, S-750 07 Uppsala, 
Sweden. 

E-mail: Bengt.Guss@mikrob.slu.se 

Infection and Immunity, (1998) , 66/6 (2666-2673) , 38 
reference (s) 

CODEN: INFIBR ISSN: 0019-9567 

Journal; Article 

United States 

English 

English 



AN 1998:28261768 BIOTECHNO 

AB The present study reports on fibrinogen (Fg) binding of Staphylococcus 

epidermidis . Adhesion of different S. epidermidis strains to immobilized 
Fg was found to vary significantly between different strains, and the 
component responsible was found to be proteinaceous in nature. To further 
characterize the Fg-binding activity, a shotgun phage display library 
covering the S. epidermidis chromosome was constructed. By affinity 
selection (panning) against immobilized Fg, a phagemid clone, pSEFGl, was 
isolated, which harbors an insert with an open reading frame of . sim.1.7 
kilobases. Results from binding and inhibition experiments demonstrated 
that the insert of pSEFGl encodes a specific Fg-binding protein. 
Furthermore, affinity-purified protein encoded by pSEFGl completely 
inhibited adhesion of S. epidermidis to immobilized Fg. 
By additional cloning and DNA sequence analyses, the complete 
gene, termed fbe, was found to consist of an open reading frame of 3,276 
nucleotides encoding a protein, called Fbe, with a deduced molecular mass 
of .sim.119 kDa. With a second phage display library made from another 
clinical isolate of S. epidermidis, it was possible to localize the 
Fg-binding region to a 331- amino-acid-long fragment. PCR analysis showed 
that the fbe gene was found in 40 of 43 clinical isolates of S. 
epidermidis. The overall organization of Fbe resembles those of other 
extracellular surface proteins of staphylococci and streptococci. 
Sequence comparisons with earlier known proteins revealed that this 
protein is related to an Fg-binding protein of Staphylococcus aureus 
called clumping factor. 
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DUPLICATE 

ACCESSION NUMBER: 1997:28134636 BIOTECHNO 

TITLE: Inhibitory effects of naturally occurring coumarins on 

the metabolic activation of benzoCa ! Ipyrene and 
7 , 12 -dimethylbenzCa M anthracene in cultured 
mouse keratinocytes 

AUTHOR: Cai Y.; Baer-Dubowska W. ; Ashwood-Smith M. / DiGiovanni 

J. 

CORPORATE SOURCE: J. DiGiovanni, Univ Texas MD Anderson Cancer Center, 

Science Park-Research Division, Department of 
Carcinogenesis, PO Box 389, Smithville, TX 78957, 
United States . 

SOURCE: Carcinogenesis, (1997), 18/1 (215-222), 51 

reference (s) 
( CODEN: CRNGDP ISSN: 0143-3334 
DOCUMENT TYPE: Journal; Article 

COUNTRY: United Kingdom 

LANGUAGE: English 
SUMMARY LANGUAGE: English 
AN 1997:28134636 BIOTECHNO 

AB Several naturally occurring coumarins to which humans are routinely 
exposed have been previously found to be potent inhibitors and 
inactivators of cytochrome P450 (P450) lAl-mediated monooxygenase in both 
murine hepatic microsomes and in a reconstituted system using purified 
human P450 1A1 . In the present study, several of these coumarins were 
investigated for their inhibitory effects on the metabolism and metabolic 
activation of benzol a Ipyrene (B$a!P) and 7,12- 

dimethylbenzCa! anthracene (DMBA) in cultured mouse keratinocytes. 
Initial analysis of BCalP metabolism in cultured keratinocytes 
showed that imperatorin, isoimperatorin, coriandrin, and bergamottin, at 
concentrations of 2 nM equal with B$a!P, reduced the formation of 
water-soluble metabolites of BCalP by 33% to 57%. Bergamottin and 
coriandrin were the most potent inhibitors of the compounds examined. 
HPLC analysis of organic solvent -soluble metabolites of B$a!P 
indicated that all the coumarins tested significantly reduced the 
formation of individual BCalP metabolites (including phenols, diols 
and tetraols) . However, the greatest effect was on the formation of 



B$a!P tetraols. Additional experiments determined the ability of 

selected coumarins to block covalent binding of BCa!P and DMBA to 

DNA in keratinocytes. Bergamottin preferentially inhibited the binding of 

B$a!P to DNA by 56% , while coriandrin preferentially inhibited the 

binding of DMBA to DNA by 48%. Notably, analysis of individual DNA 

adducts formed from BCa!P and DMBA indicated that both bergamottin 

and coriandrin specifically inhibited the formation of anti diol -epoxide 

DNA adducts derived from both hydrocarbons. The preferential inhibitory 

effect of bergamottin and coriandrin on the formation of anti 

diol -epoxide adducts derived from DMBA was further confirmed by 

separation of anti- and syn-diol -epoxide -DNA adducts using 

immobilized boronate chromatography. The current study 

demonstrates that certain naturally occurring coumarins inhibited 

metabolic activation of BCalP and DMBA in cultured mouse 

keratinocytes and specifically inhibited the formation of DNA adducts 

derived from the anti diol -epoxide diastereomers from either hydrocarbon. 

The current data also suggest that certain naturally occurring coumarins 

may possess anticarcinogenic activity toward polycyclic aromatic 

hydrocarbons . 
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DUPLICATE 

ACCESSION NUMBER: 1997:27179619 BIOTECHNO 

TITLE: Detection of PNA/DNA hybrid molecules by antibody Fab 

fragments isolated from a phage display library 

AUTHOR: Hansen M.H.; Sode L.L.; Hyldig-Nielsen J. J. ; Engberg 

J. 

CORPORATE SOURCE: J. Engberg, -Royal Danish School of Pharmacy, 

Department of Biological Sciences, Universitetsparken 

2, DK-2100 Copenhagen, Denmark. 

E-mail : j e@charon . df h . dk 
SOURCE: Journal of Immunological Methods, (1997), 203/2 

(199-207), 25 reference (s) 

CODEN: JIMMBG ISSN: 0022-1759 
PUBLISHER ITEM IDENT. : S0022 1759970003 18 
DOCUMENT TYPE: Journal; Article 

COUNTRY : Netherlands 
LANGUAGE : English 
SUMMARY LANGUAGE: English 
AN 1997:27179619 BIOTECHNO 

AB We have isolated Fab fragments that specifically recognize duplexes 
formed between DNA and PNA (peptide nucleic acid) from an immunized 
murine phage display library. Rearranged murine Fd- and Kappa chains were 
assembled by PCR and cloned into a phagemid expression vector. 
Subsequently, affinity selection on immobilized PNA/DNA duplexes of the 
Fab-displaying phages resulted in the isolation of clones that uniquely 
recognized PNA/DNA duplexes. One of these clones was characterized in 
detail, and its recognition of PNA/DNA duplexes was relatively sequence 
independent, taking place equally well with sticky-end and blunt end 
PNA/DNA duplexes. Duplexes smaller than 15-mers could not be detected. 
The selected clone recognized neither single-stranded DNA and PNA, nor 
double-stranded DNA and PNA. Binding of the Fab fragments to 
immobilized PNA/DNA duplexes could be inhibited 

by PNA/DNA duplex molecules in solution, with an apparent affinity in the 
nanomolar range. The use of this anti PNA/DNA Fab-phage as an 
immunochemical reagent was demonstrated in dot blot assays. 
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DUPLICATE 

ACCESSION NUMBER: 1996:26235721 BIOTECHNO 

TITLE: Role of oxidative damage and IL- Ip-converting 

enzyme-like proteases in Fas-based cytotoxicity 
exerted by effector T cells 

AUTHOR: Anel A./ Gamen S.; Alava M.A.; Schmitt-Verhulst A.-M.; 



Pineiro A. ; Naval J. 
CORPORATE SOURCE: Departamento de Bioquimica Biologia, Molecular y 

Celular, Fac. Ciencias, Universidad de Zaragoza, 50009 
Zaragoza, Spain. 

SOURCE: International Immunology, (1996), 8/7 (1173-1183) 

CODEN: INIMEN ISSN: 0953-8178 
DOCUMENT TYPE: Journal; Article 

COUNTRY: United Kingdom 

LANGUAGE : Engl i sh 

SUMMARY LANGUAGE: English 
AN 1996:26235721 BIOTECHNO 

AB The implication of oxidative damage and/or intact mitochondrial function 
in physiological Fas -based cytotoxicity has been tested using the 
cytolytic hybridoma dllS and the CD8.sup.+ CTL clone KB5.C20, previously 
stimulated to express Fas ligand (FasL) on their surface, as effecters 
and U937 or U937-p.sup.O cells (depleted of mitochondrial DNA) 
as targets. Immobilized anti-Fas mAb, which induced death of 
U937 cells, inhibited the growth of U937-p.sup.O cells but 
without inducing cell death. By contrast, FasL-expressing effecters 
readily killed both targets, with induction of DNA fragmentation, in 20 h 
assays. These results demonstrate the lack of involvement of 
mitochondrial -derived free radicals and/or intact mitochondrial function 
in physiological Fas -based cytotoxicity. Supplementation of Fas -sensitive 
cells (Jurkat, U937, L1210Fas) with a polyunsaturated fatty acid, which 
induces cell death through the generation of lipid free radicals, 
resulted in the potentiation of Fas -based cytotoxicity. This potentiating 
effect, but not Fas-based cytotoxicity itself, was eliminated by the 
physiological antioxidant vitamin E. On the other hand, the 
IL-ip-converting enzyme (ICE) -like protease tetrapeptide inhibitor 
Ac-YVAD-cmk partially inhibited Fas-based cytotoxicity, while the 
specific inhibitor of CPP32/Yama Ac-DEVD-CHO was a much more effective 
inhibitor of Fas-induced apoptosis. It was concluded that Fas-induced 
cytotoxicity was clearly dependent on ICE-like protease activation, and 
especially on that of CPP32 in Fas-sensitive cells, including 
mitochondrial DNA-depleted ones. 
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ACCESSION NUMBER: 1994:24155200 BIOTECHNO 

TITLE: Interactions between fluoroquinolones, Mg. sup . 2 . sup . +, 

DNA and DNA gyrase, studied by phase partitioning in 
an aqueous two-phase system and by affinity 
chromatography 

AUTHOR: Bazile-Pham Khac S./ Moreau N.J. 

CORPORATE SOURCE: Ctr . National Recherche Scientif ique , CERCOA, BP 

28,94320 Thiais, France. 
SOURCE: Journal of Chromatography A, (1994), 668/1 (241-247) 

CODEN: JCRAEY ISSN: 0021-9673 
DOCUMENT TYPE: Journal; Article 

COUNTRY : Netherlands 
LANGUAGE : Engl i sh 

SUMMARY LANGUAGE: English 
AN 1994:24155200 BIOTECHNO 

AB The primary target of f luroquinolones has been identified as the enzyme 
DNA gyrase, but the mechanism of action of these antibacterial agents is 
still a matter of controversy. Using partitioning in aqueous polyethylene 
glycol (PEG) -dextran systems, the affinities of several fluoroquinolones 
for DNA were determined with accuracy and at equilibrium. It was proved 
that the binding was strongly dependent on the ability of the drugs to 
bind Mg.sup.2.sup.+, with K (A) values of about 4 0,000 1 mol . sup . - . sup . 1 , 
but was poorly related to the antibacterial activity ^minimal 
inhibitory concentration (MIC) and gyrase inhibition! . Using 
affinity chromatography on immobilized fluoroquinolone, it was 
shown that DNA gyrase was unable to bind fluoroquinolones in 
the absence of DNA, but that a DNA-quinolone -gyrase complex was formed in 



the presence of Mg. sup . 2 . sup . + . 
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ACCESSION NUMBER: 1993:23180647 BIOTECHNO 

TITLE: Anti-CD3- stimulated Ca . sup . 2 . sup . + signal in 

individual human peripheral T cells: Activation 
correlates with a sustained increase in intracellular 
Ca . sup . 2 . sup . + 

AUTHOR: Wacholtz M.C.; Lipsky P.E. 

CORPORATE SOURCE: Department of Internal Medicine, Texas University SW 

Medical Center, 5323 Harry Hines Boulevard, Dallas , TX 
75235-8884, United States. 

SOURCE: Journal of Immunology, (1993), 150/12 (5338-5349) 

CODEN: JOIMA3 ISSN: 0022-1767 

DOCUMENT TYPE: Journal; Article 

COUNTRY: United States 

LANGUAGE : Eng 1 i s h 

SUMMARY LANGUAGE: English 

AN 1993:23180647 BIOTECHNO 

AB The changes in CCa . sup . 2 . sup . + ! (i) after mitogen stimulation of 

individual human peripheral T cells were examined by single cell image 

analysis to determine the relationship between the Ca . sup . 2 . sup . + signal 

and functional outcome. Marked heterogeneity in the magnitude of increase 

in CCa.sup.2 . sup . + ! (i) , in the lag time of the responses, and in 

the percentage of T cells that responded to mAb to CD3 and to PHA was 

observed. However, mitogenic stimuli that induced IL-2 production or DNA 

synthesis consistently generated increases in CCa . sup . 2 . sup . + ! (i) 

in individual T cells that were sustained for 1 to 2 h. Soluble mAb to 

CD3 induced an increase in CCa . sup . 2 . sup . + ! (i) that remained 

elevated at 60 min and led to IL-2 production and proliferation upon 

costimulation by phorbol ester. In contrast, cross-linking anti-CD3 with 

a secondary antibody foreshortened the increase in 

CCa. sup . 2 . sup . + ! (i) , and IL-2 production and DNA 

synthesis were inhibited. Immobilized anti-CD3, which 

can stimulate T cell proliferation and IL-2 production in the absence of 

phorbol ester, produced a constant sustained elevation in 

CCa. sup. 2 . sup.+ ! (i) that lasted more than 2 h. Similarly, 

functional responses could be generated by concentrations of PHA that 

resulted in only a slow increase in CCa . sup . 2 . sup . + ! (i) that 

continued to rise for 1 to 2 h. Examination of the mitogen- induced 

sustained increases in CCa . sup . 2 . sup . + ! (i) suggested that an 

elevation in CCa . sup . 2 . sup . + ! (i) as small as 50 to 100 nM above 

control mean CCa . sup . 2 . sup . + ! (i) was associated with evidence of T 

cell activation. Spontaneous oscillatory changes in 

<?Ca. sup. 2 . sup. + ! (i) were observed in a small percentage of 

peripheral T cells although they were noted to occur frequently in Jurkat 

cells. Mitogenic stimulation did not consistently increase oscillations 

in peripheral T cells, and neither their frequency nor their magnitude 

correlated with IL-2 production or DNA synthesis. These observations 

suggest that oscillatory changes in CCa . sup . 2 . sup . + ! (i) are not a 

primary determinant of T cell activation. Rather, the data indicate that 

functional activation of T cells by PHA and anti-CD3 is correlated with 

the induction of a small, but sustained increase in 

<?Ca . sup . 2 . sup . + ! ( i ) . 
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ACCESSION NUMBER: 94:50324 LIFESCI 

TITLE: Inhibition of DNA immobilization to nylon membrane by soil 

compounds 

AUTHOR: Saano, A. / Kaijalainen, S. ; Lindstroem, K. 

CORPORATE SOURCE: Div. Microbiol., Dep. Appl . Chem. Microbiol., Univ. 

Helsinki, P.O. Box 27, SF-00014 Helsinki, Finland 
SOURCE: MICROB. RELEASES, (1993) vol. 2, no. 3, pp. 153-160. 

ISSN: 0940-9653 . 



DOCUMENT TYPE: Journal 
FILE SEGMENT: J; N; W2 

LANGUAGE : English 
SUMMARY LANGUAGE: English 

AB Total DNA of pure bacterial culture was labelled with super (32 ) P-dCTP or 
dig-ll-dUTP and then mixed with soil DNA extract, the product of a 
freeze-thaw soil DNA isolation protocol, whereafter it was 
immobilized on a nylon membrane. Water-soluble soil compounds 
present in soil DNA extract inhibited the immobilization of 
bacterial DNA by more than three orders of magnitude even when the soil 
DNA extracts were diluted 4- to 40 -fold. Removal of soil compounds from 
the soil DNA extract by spun columns improved the sensitivity of detection 
by about two orders of magnitude. Agarose gel electrophoresis prior to 
blotting of the DNA samples containing soil DNA extract did not prevent 
the inhibition of immobilization of the labelled DNA by the soil 
compounds . 
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CORPORATE SOURCE: Department of Internal Medicine, University of Texas 

SW Medical Ctr., 5323 Harry Hines Boulevard, Dallas , TX 
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SOURCE: Journal of Immunology, (1992), 149/6 (1912-1920) 
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DOCUMENT TYPE: Journal; Article 

COUNTRY: United States 

LANGUAGE: ' English 

SUMMARY LANGUAGE: English 

AN 1992:22278658 BIOTECHNO 

AB Movement of extracellular Ca . sup . 2 . sup . + is required for the sustained 
increase in $Ca . sup . 2 . sup . + ! (i) necessary for T cell activation. 
However, the mechanisms mediating mitogen-stimulated Ca . sup . 2 . sup . + 
movement into T cells have not been completely delineated. To explore the 
possibility that a Na . sup .+ -dependent Ca . sup . 2 . sup . + 
(Na . sup. +/Ca . sup . 2 . sup . +) exchanger might play a role in the 
mitogen- induced increases in CCa . sup . 2 . sup . + ! (i) required for T 
cell activation, the effects of inhibitors of this exchanger were 
examined. Inhibitors of Na . sup . +/Ca . sup . 2 . sup . + exchange suppressed the 
sustained increase in CCa. sup . 2 . sup. + ! (i) stimulated by ligation of 
the CD3-TCR complex, but did not affect mobilization of intracellular 
Ca . sup . 2 . sup . + stores. Consistent with the importance of this prolonged 
increase in CCa . sup . 2 . sup . + ! (i) in T cell activation, 

Na . sup . +/Ca . sup . 2 . sup . + exchange inhibitors, but not inhibitors of the 
Na . sup . +/H. sup . + antiporter, inhibited DNA synthesis 
stimulated by immobilized anti-CD3 mAb. Inhibition 

only occurred when the agents were present during the first hours after 
stimulation. These agents also inhibited IL-2 production, but 
not expression of the IL-2R or of an early activation Ag, 4F2 . Inhibition 
of IL-2 production did not account for the inhibition of T cell 
proliferation as addition of exogenous IL-2 or phorbol ester (PDB) did 
not overcome the inhibition. In contrast, activation pathways that are 
not thought to require an increase in CCa . sup . 2 . sup . + ! (i) such as 
IL-1 + PDB or engagement of CD2 8 in the presence of PDB were less 
sensitive to the suppressive effects of inhibitors of 

Na.sup.+/Ca.sup.2 ,sup.+ exchange. Thus, proliferation induced by these 
stimuli was not suppressed by low concentrations of these inhibitors and 
IL-2 production induced by mAb to CD2 8 + PDB was not inhibited by any 
concentration of inhibitors of Na . sup . +/Ca . sup . 2 . sup . + exchange. These 
results suggest that stimulation of a Ca . sup . 2 . sup . + transporter with the 
same spectrum of inhibition as the Na . sup . +/Ca . sup . 2 . sup . + exchanger in 



other tissues mediates the sustained increase in 

CCa . sup . 2 . sup . + ! (i) required for T cell activation after CD3 

ligation. 
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Publisher: Exeter : Pergamon Press. 
CODEN: ISBCAN; ISSN: 0020-1790 
Includes references. 
Article 
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English 

Recently an ecdysteroid binding protein ("ecdysteroid receptor") has been 
identified in extracts of epithelial tissue culture cells of the dipteran 
insect Chironomus tentans. We now show that this protein also displays 
high affinity to DNA. When using a solid phase binding assay an 
association rate constant of 3.3 X 10 (6) M ( -1) s ( - 1) and a dissociation rate 
constant of 2 X 10(-4)s(-l) were determined for the ecdysteroid 
receptor- immobilized DNA complex at 0 degree C. An apparent equilibrium 
dissociation constant of 6.1 X 10(-11)M could be estimated from these 
values indicating a high affinity binding of ecdysteroid receptors to 
immobilized DNA. The binding of ecdysteroid receptors to 
immobilized DNA was saturable. Only double stranded free 
DNA competed significantly for ecdysteroid receptor binding to 
immobilized DNA. Furthermore, DNA sequences 

that contain ecdysone response elements (EcREs) from hormonally regulated 
Drosophila genes or sequences from an ecdysteroid- inducible gene of C. 
tentans revealed a 10-350 times higher affinity to ecdysteroid receptors 
than random sequences of calf thymus DNA or from a plasmid. 
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Association of glucocorticoid receptors with prostate 
nuclear sites for androgen receptors and with androgen 
response elements 
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Ventral prostate glands of intact normal rats contained low levels (2500 
molecules/cell) of high-affinity (dissociation constant K(d) 0.57 nmol/1) 
glucocorticoid receptor (GR) . Levels of GR increased 2. 8- fold 1 day after 
castration, and 4.3-fold 3 days after castration. Nuclear GR increased 



AUTHOR : 

CORPORATE SOURCE: 



SOURCE 



DOCUMENT TYPE: 
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LANGUAGE : 
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from a normal value of 1150 molecules/nucleus to 5200 molecules/nucleus 3 
days after castration. The greater increase in intranuclear GR was in 
that associated with oligomeric chromatin. Although nuclear GR never 
approached the normal population of nuclear androgen receptors (AR; 
approximately 16000 molecules/nucleus) , the selective rise in 
chromatin-associated receptors ensured that almost 60% of chromatin sites 
remained occupied. GR associated with prostate nuclear structures in a 
similar manner to AR, and exogenous GR bound saturably and with high 
affinity (K(d) 100 pmol/1) to a similar number of sites as did AR. Both 
steroid receptors apparently competed for the same sites. In 
DNA-cellulose competition analyses, synthetic oligonucleotides containing 
glucocorticoid response elements or putative androgen response elements 
competed similarly against immobilized non-specific 
DNA for both AR and GR. In view of these data and information 
from other sources, it is probable that the role of GR in the prostate 
should be assessed with a view to understanding its action under 
conditions of androgen deprivation. 
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AB The interaction of DNA with type I to VI collagens and laminin was 

studied in vitro in systems in which the connective tissue components 
were immobilized, as well as when in solution. In studies on 
immobilized components, significant binding of DNA was 

observed only for type V collagen, and the binding of radiolabeled DNA to 
this component could be effectively inhibited in a 

concentration-dependent manner by the addition of unlabeled DNA. Similar 
results were observed in solution assays in which it was observed that 
DNA binding to type V collagen was dependent on the native triple -helical 
conformation of the collagen. The preferential binding of DNA to native 
type V collagen may be due to the relative basicity of type V collagen 
chains, as well as the unique spatial arrangement of amino acid side 
chains in the native molecules. The data are of potential clinical 
relevance in that binding of DNA to type V collagen may represent at 
least one component of the mechanism whereby DNA and its immune complexes 
are deposited in connective tissues in certain pathologic conditions. 
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AB The interaction of the 1 alpha , 25-dihydroxyvitamin D sub (3) receptor with 
RNA and synthetic polynucleotides has been examined by using receptor from 
rachitic chicken intestine. Total intestinal RNA inhibited the 
binding of receptor to calf thymus DNA-cellulose with an efficiency 
equivalent to single- stranded DNA. Receptor also bound to 
immobilized intestinal RNA and polynucleotides. The KCl 
concentration necessary to disrupt binding to a given polynucleotide 
generally paralleled the activity of that molecule in DNA-cellulose 
inhibition and displacement assays. The results suggest that the 1 alpha 
, 25-dihydroxyvitamin D sub (3) receptor can interact with RNA as well as 
DNA. 
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AB Pulse-labeled simian virus 40 (SV40) chromatin as well as uniformly 

labeled viral chromatin are immunoprecipitable by an SV40-specif ic tumor 
antiserum and therefore contain bound tumor antigen (T antigen) . 
Single -stranded calf thymus DNA, immobilized on 
cellulose, competes effectively for T antigen binding with 
uniformly labeled nonreplicating, but not with pulse-labeled replicating, 
chromatin. Furthermore, T antigen dissociates in 0.5 M NaCl from 
nonreplicating chromatin and from purified SV40 DNA, whereas most T 
antigen remains associated with replicating chromatin even in the 
presence of 1.2 to 1.5 M NaCl . We used filtration through DNA-cellulose 
columns and treatment with high salt to prepare pulse -labeled 
immunoreactive viral chromatin. The viral DNA was digested before, and in 
other expriments after, immunoprecipitation with the restriction 
endonuclease Hindlll. We found that SV40 DNA sequences, most probably 
representing the entire genome, remain in the immunoprecipitate after 
Hindlll digestion, indicating an association of T antigen with 
origin-distal sections of replicating viral DNA. The results suggest that 
T antigen in replicating chromatin may be bound to regions close to 
replicating points. We performed control experiments with in vitro-formed 
complexes of T antigen and SV4 0 DNA. When these complexes were 
immunoprecipitated and Hindlll digested we found, in agreement with 
previous studies, that only the origin containing the Hindlll C fragment 
carried bound T antigen. 
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and methods of making and using DARTS. DARTs can be used, for example, 
for the isolation and analysis of nucleic acids, polypeptides, and the 
like, for regulating biological activities and investigating 
inter-molecular interactions, and the like. A DART is a molecule that 
includes a Molecular Shaft covalently linked to a Linkage Polypeptide 
that is covalently linked to a Molecular Point. DARTs, and DART 
libraries, can be formed and manipulated in vivo or in vitro. DARTs can 
be purified, and portions of DARTs can be exchanged with portions of 
other DARTs . 
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of cells. Selective lysis of a particular cell type within a cellular 
mixture is performed and then the mixture is separated with a filter 
that allows the DNA from the lysed cells to flow through the filter, 
while not allowing the unlysed cells to pass through, thereby 
selectively extracting the DNA from a particular cell type. In one 
specific embodiment, spermatozoa DNA can be isolated from biological 
samples which also contain epithelial cells. Methods and kits are also 
provided which allow for the sequential extraction of DNA from mixtures 
of cells. The DNA in the sample can be from human, animal or vegetal 
origin, or any combination of human, animal or vegetal DNA. 
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encoding such proteins. Also provided are vectors, host cells, 
antibodies, and recombinant methods for producing human secreted 
proteins. The invention further relates to diagnostic and therapeutic 
methods useful for diagnosing and treating diseases, disorders, and/or 
conditions related to these novel human secreted proteins. 
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AB Compositions and methods for the therapy and diagnosis of cancer, 

particularly colon cancer, are disclosed. Illustrative compositions 
comprise one or more colon tumor polypeptides, immunogenic portions 
thereof, polynucleotides that encode such polypeptides, antigen 
presenting cell that expresses such polypeptides, and T cells that are 
specific for cells expressing such polypeptides. The disclosed 
compositions are useful, for example, in the diagnosis, prevention 
and/or treatment of diseases, particularly colon cancer. 
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particularly pancreatic cancer, are disclosed. Illustrative compositions 
comprise one or more pancreatic tumor polypeptides, immunogenic portions 
thereof, polynucleotides that encode such polypeptides, antigen 
presenting cell that expresses such polypeptides, and T cells that are 
specific for cells expressing such polypeptides. The disclosed 
compositions are useful, for example, in the diagnosis, prevention 
and/or treatment of diseases, particularly pancreatic cancer. 
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AB Compositions and methods for the therapy and diagnosis of cancer, 

particularly colon cancer, are disclosed. Illustrative compositions 
comprise one or more colon tumor polypeptides, immunogenic portions 
thereof, polynucleotides that encode such polypeptides, antigen 
presenting cell that expresses such polypeptides, and T cells that are 
specific for cells expressing such polypeptides. The disclosed 
compositions are useful, for example, in the diagnosis, prevention 
and/or treatment of diseases, particularly colon cancer. 
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AB The present invention relates to a method of transfecting cells 

comprising applying cells directly onto nucleic acids which are 
immobilized in transfection complexes on a surface and which transfect 
the cells. Preferably, the nucleic acids are immobilized in an array. In 
another aspect of the present invention, the method further includes 
expression of the nucleic acids in the transfected cells. In yet another 
aspect of the present invention, the method further comprises detecting 
the expression of the nucleic acids in the transfected cells. 
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AB The invention is a method and device for 
biological specimen for the analyses of 
comprises a matrix to which cells and vi 
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nucleic acid from one or more particular RNA sequences are compared to 
one another and to the amount of amplified nucleic acid from DNA 
sequences serving as an internal control for the number of biological 
units per specimen. The relative amounts of amplified viral sequences 
from suspected viruses in the biological specimen and from recombinant 
viral particles serving as a viral quantitation standard enable 
estimation of viral burden in a given quantity of specimen. 
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